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Immunolocalization of Proteins in
for Hoescht staining of nuclei) and red ("TRITC filter", peak excitation 550 nm; peak emission 570 nm; for secondary antibodies) fluorescence. ii. Blade set at 15 degree angle (may be adjusted).
e. Unlock stage and slide until blade almost touching sample.
f. Start cutting sample using thick (15-30 μm) sections until surface is flat and smooth and tissue is reached.
g. Switch to desired tissue thickness for slides (5-10 μm).
i. Should get ribbon of consecutive sections (each section is easily identifiable because the right edge of each section is not parallel to the left edge of the following section).
h. Cut ribbon into individual sections with razor blade and place onto glass microscope slides.
i. Blade-cut side down.
ii. Label slides with pencil.
i. Float section on water, remove any bubbles (two or three consecutive sections can be placed on each slide). 10. Dab edges of cover slip with nail polish to secure, allow to dry.
11. Store at 4 °C until imaging. Figure 4 ).
D. Validation of anti-VHAB antibodies specificity
Prepare the following solutions in blocking buffer:
a. Pre-immune serum control (3 µg/ml).
b. Peptide pre-absorption control (3 µg/ml anti-VHAB antibodies plus 6 µg/ml peptide antigen). Incubate in rotating platform overnight at 4 °C.
c. Anti-VHAB antibodies (3 µg/ml). Incubate in rotating platform overnight at 4 °C.
2. Incubate samples as described in "Procedure C". Staining, steps C4-10.
http://www.bio-protocol.org/e1573 (Figure 4) . At longer exposure times, chlorophyll autofluorescence from dinoflagellate symbionts (Symbiodinum), will also be visible. 
